The assay of corticotrophin was performed in mice by means of small sample analysis of free plasma corticosteroids. In this method hypophysectomy was replaced by dexamethasone pretreatment. The 
Third International Standard for Corticotrophin), the mouse method may justifiably be used. The advantages of the mouse method are increased sensitivity, precision, convenience, and economy.
The first relatively specific assay method for corticotrophin was worked out by Sayers et al. (1948) . In this method the fall in adrenal ascorbic acid con¬ centration in the hypophysectomized rat represents the response to intra¬ venously injected corticotrophin. Guillemin et al. (1958) introduced the measurement of free plasma corticosteroids in hypophysectomized rats as a new parameter in corticotrophin assays. Both methods mentioned are regarded as being sufficiently specific and their sensitivity is higher than that of other methods, e. g. the in vitro corticotrophin assay (Saffran 8c Schally 1955) or the thymus involution test (Bruce et al. 1952) . The specificity of the latter methods is of doubtful significance as shown by Roberts (1957) Fig. 1 .
In view of the results obtained ( Fig. 1) Fig. 2. A dose of 0.04 milli-units per 20 g of corticotrophin intravenously con¬ sistently gave a significant response and in subsequent intravenous cortico¬ trophin assays our doses were 0.08 and 0.32 milli-units per 20 g mouse. The corresponding doses in subcutaneous assays were 1.6 and 6.4 milli-units per 20 g. When gelatine was used as the diluent in subcutaneous assays, the doses were reduced to 1.2 and 4.8 milli-units per 20 g, respectively. It may be noted that the abscissa in Fig. 2 Table 4 that the mean slope value in subcutaneous assays is clearly higher than in intravenous assays (P <L 0.001), which is the main reason for the higher precision in the former assay, whereas the variance of the response was of the same order irrespective of the route of administra¬ tion.
3. Inequality of current standard preparations in the mouse method. The Third International Standard for Corticotrophin (Bangham et al. 1962) , an oxycel purified substance stated to contain 5 international units per ampoule on the basis of an international collaborative assay in rats against crude cor¬ ticotrophin (the Second International Standard for Corticotrophin, which is identical with the U. S.P. standard used in this study) was one of the eight corticotrophin A samples mentioned in 
